(19) 



J 



Europdisches Patentamt 
European Patent Office 
Office europ6en des brevets 



(11) 



EP 1 041 146 A1 



(12) 



EUROPEAN PATENT APPLICATION 

pufcjiished in accordance with Art. 158(3) EPC 



(43) Date of publication: 

04.10.2000 Bulletin 2000/40 

(21) Application number: 98961477.1 

(22) Date of filing: 22.1 2.1 998 



(51) Intel/: C12N 15/12, C12N 5/10, 

A61K 31/70, G01N 33/563, 
C07K 14/82, C07K 16/32 

(86) International application number: 
PCT/JP98/05809 

(87) International publication number: 

WO 99/33977 (08.07.1999 Gazette 1999/27) 



(84) Designated Contracting States: 


• SHICHIJO, Shigeki 


AT BE CH DE DK ES R FRGB GR iE IT U NL PT 


Kurume-shi, Fukuoica 830-0003 (JP) 


SE 


• IIVIAI, Yasuhlsa 




Kurume-shi, Ful(uoka 830-0006 (JP) 


(30) Priority: 25.12.1997 JP 35689597 






(74) Representative: 


(71) Applicant: itch, Kyogo 


VOSSIUS & PARTNER 


Miyaki-gun, Saga 841-0205 (JP) 


Siebertstrasse 4 




81675 Munchen (DE) 


(72) Inventors: 


. iTOH, Kyogo 




Saga 841 -0205 (JP) 





CO 



o 



(54) TUMOR ANTIGEN PROTEIN, GENE THEREOF, AND UTIUZATION THEREOF 

(57) A DNA consisting of the base sequence repre- 
sented by SEQ ID NO: 1 or a DNA hybridizing with a 
DNA consisting of the base sequence represented by 
SEQ ID NO: 1 under stringent conditions and encoding 
a protein having activities as a tumor antigen; an 
expression ptasmid containing the above DNA; a trans- 
formant transformed therewith; a tumor antigen protein 
produced as a result of expression of the above DNA; 
an antibody against the above protein ; and the use 
thereof in the treatment, prevention or diagnosis of 
tumors. 



CL 
UJ 



Primed Dy Xerox (UK) Business Services 
2.16.7 (HRS)/3. 6 



EP1 041 146 A1 

Description 

TECHNICAL FIELD 

5 [0001 ] The present invention relates to novel tumor antigen proteins and genes encoding the same, and antibodies 
against said tumor antigen proteins, as well as methods of treating, preventing, or diagnosing tumors using such mate- 
rials. 

BACKGROUND ART 

10 

[0002] It is known that the immune system, particularly T cells, plays an important role in vivo in tumor rejection. 
Indeed, infiltration of lymphocytes having cytotoxic effects on tumor celts has been observed in human tumor foci (Arch. 
Surg., 126:200-205, 1990), and cytotoxic T lymphocytes (CTLs) recognizing autologous tumor cells have been isolated 
from melanomas without great difficulties (e.g.. ImmunoL Today, 8:385, 1987; J. ImmunoL, 138:989. 1987; and Int. J. 
15 Cancer, 52:52-59. 1992). In addition, the results of clinical treatment of melanomas by T cell introduction also suggest 
the importance of T cells in tumor rejection [J. Natl. Cancer. Inst., 86:1 159. 1994). 

[0003] Although it has long been unknown about target molecules for CTLs attacking autologous tumor cells, the 
recent advance in immunology and molecular biology has gradually revealed such target molecules. Specifically, it has 
been found that using T cell receptors (TCRs), CTL recognizes a complex between a peptide, called tumor antigen pep- 
20 tide, and a major histocompatibility complex class I antigen (MHC dass I antigen, and in the case of human, referred to 
as HLA antigen), and thereby attacks autologous tumor cells. 

[0004] Tumor antigen peptides are generated from proteins specific for tumors, that is, tumor antigen proteins. 
Thus, the proteins are intracellularly synthesized and then degraded in cytoplasm into-the peptides by proteasome. On 
the other hand, MHC class I antigens - (HLA antigens) formed at endoplasmic reticulum, when bind to the above tumor 

25 antigen peptides, are transported via cis Golgi to trans Golgi. i.e., the mature side and canried to the cell surface where 
they are presented as an antigen. A tumor-specific CTL recognizes this complex presented as an antigen, and exhibits 
its anti-tumor effects through the cytotoxic effect or production of lymphokines {Rinsho-Menneki. 27(9)1034-1042, 
1995). As a consequence of such elucidation of a series of actions, it has become possible to treat tumors by using 
tumor antigen proteins or tumor antigen peptides as so-called cancer vaccines which enhance tumor-specific CTLs in 

30 a patient. 

[0005] As such tumor antigen proteins, T. Boon et al. identified a protein named MAGE from human melanoma 
cells for the first time in 1991 {Science, 254:1643-1647, 1991), and thereafter several additional tumor antigen proteins 
have been identified from melanoma cells. 

[0006] As reviewed by T. Boon et al. {J. Exp. Med., 183. 725-729, 1996). tumor antigen proteins hitherto identified 

35 can be divided into the following four categories. 

[0007] Tumor antigen proteins belonging to the first category are those which are expressed i n testis only as normal 
tissues, while they are expressed in melanoma, head and neck cancer, non-small cell lung cancer, bladder cancer and 
others, as tumor tissues. Among tumor antigen proteins in this category are the above<lescribed MAGE and analogous 
proteins constituting a family of more than 12 members (d Exp. Med., 178:489-495. 1993). as well as BAGE {Immunity, 

40 2:167-175, 1995) and GAGE {J. Exp. Med., 182:689-698. 1995). all of which have been identified in melanoma cells. 
[0008] Afthough some of such tumor antigen proteins in this category are highly expressed in melanoma, the 
expression thereof is observed in only 10 to 30% of patients having a particular tumor other than melanoma, and there- 
fore, they cannot be applied widely to treatments or diagnoses of various tumors. 

[0009] Tumor antigen proteins belonging to the second category are those which are expressed only in melano- 
45 cytes and retina among normal tissues, and in melanomas among tumor tissues. Since these tissue-specific proteins 

are highly expressed in melanomas, they would function as tumor antigen proteins specific for melanomas. Annong 

tumor antigen proteins in this category are tyrosinase {J. Exp. Med., 178:489-495. 1993). MART-1 {Proa. Natl. Acad. 

Sci. USA, 91:3515, 1994), gp100 {J. Exp. Med., 179:1005-1009, 1994). andgp75 {J. Exp. Med., 181:799-804, 1995). 

Genes encoding tiiese proteins have all been cloned from melanoma cells. Melan-A (J. Exp. Med., 180:35. 1994), 
50 which has been separately isolated, has proved to be identical with MART-1 . 

[0010] However, the tumor antigen proteins of this category cannot be used widely in the treatinents or diagnoses 

of various tumors, since tiiey are not expressed in tumors other than melanoma. 

[001 1 ] Tumor antigen proteins belonging to the third category are tiiose which are expressed as tumor antigen pep- 
tides recognized by CTL as a result of tumor-specific mutations. Among tumor antigen proteins in this category are 
55 mutated CDK4 {Science. 269:1281-1284. 1995), p-catenin {J. Exp. Med.. 183:1185-1192, 1996). and MUM-1 {Proc. 
Natl. Acad. Sci. USA, 92:7976-7980, 1995). In CDK4 and p-catenin. a single amino acid mutation increases the binding 
affinity of tiie peptides to MHC class I antigen, which allows them to be recognized by T ceJIs. In MUM-1 , an intron, 
which normally is not translated, is translated due to mutation, and the resuKant peptide is recognized by T cells. How- 



2 



EP 1 041 146 A1 



ever, since such mutations occur at lew frequency, they cannot be applied widely to treatments or diagnoses of various 
tumors. 

[0012] Tumor antigen proteins belonging to the fourth category are those widely expressed In normal tissues and 
also recognized by CTL. example of which includes PI 5 identified from melanoma cells (J. Immunol, 154:5944-5955. 
5 1995). 

[0013] Some of known tumor antigen proteins as desaibed above are expressed only in limited tumors such as 
melarx>ma, and the others are expressed only in a small number of patients having a particular tun^r even if they are 
expressed in various kinds of tumor, and therefore, they cannot be used widely in the treatments or diagnoses of vari- 
ous tumors. Accordingly, it is necessary to identify a tumor antigen that is widely applicable to various tumors, for 

10 instance, squamous cell carcinomas (e.g., esophageal cancer, lung cancer), which show much higher incidence than 
melanomas, before the application of tumor antigen proteins or tumor antigen peptides generated therefrom by intrac- 
ellular degradation to the treatments or the diagnoses of various tumors. In this connection, the present inventors have 
conducted cloning of a gene encoding a tumor antigen protein from squamous cell carcinoma cells derived from 
esophageal cancer, and, for the first time, succeeded in cloning a gene encoding a tumor antigen protein (SART-1) from 

15 tumor cells other than melanomas (International Publication WO 97/46676). 

[0014] Regarding diagnosis of tumors, various approaches are now being made by means of antibodies against 
tumor associated antigens, which, for example, include detection of antigenic substances in blood by radioimmu- 
noassay, ELISA. or the like; histological cytodiagnosis by immunohistochemical methods such as enzyme-linked immu- 
nosorbent assay or fluorescent antibody technique; or imaging of tumors (Fishman. W. H. et a/., "Oncodevelopmental 

20 Markers", Academic Press, 1983). However, leading tumor markers currently used give a false positive in benign dis- 
eases with relatively high frequency. Therefore, there has been a great demand for the identification of a tumor antigen 
protein highly specific for tumors and the isolation of antibodies against the same to be used in diagnosis. 
[001 5] Furthermore, when using a particular tumor antigen protein or tumor antigen peptide as, for example, a vac- 
cine, it is desired that a patient who expresses the tumor antigen protein arxi is possibly reactive to treatment with the 

25 tumor antigen protein/jaeptide is diagnosed and selected before applying the protein/)3eptide to the patient. Tumor anti- 
gen proteins with high tumor specificity or antibodies directed thereto are believed to be extremely useful diagnostic 
agents in the selection of such subject patients. From this point of view, it is desired to identify a tumor antigen protein 
having higher tumor specificity and is applicable to a wide range of tumor patients, and also an antibody raised against 
the same. 

30 

DISCLOSURE OF INVENTION 

[0016] One of purposes of the present invention is to provide a novel tumor antigen protein or gene, or antibodies 
against the tumor antigen protein, ft is also a purpose of the inverrtion to provide a method of treating, preventing, or 
35 diagnosing tumors using such substances. More particularly, the present invention aims to provide a tumor antigen pro- 
tein highly specific for tumors or con-esponding tumor antigen peptides, DNAs encoding them, and antibodies recogniz- 
ing and binding them, all of which are widely applicable to treatment or diagnosis of various tumors, especially 
squamous cell carcinomas. 

[0017] To this end, the present inventors established a squamous cell carcinoma cell line KE-4 derived from 
40 esophageal cancer (hereinafter referred to as an esophageal cancer celt line KE-4 or simply as KE-4), and also estab- 
lished CTL (hereinafter referred to as KE-4CTL) which recognizes tumor antigen peptides restricted to HLA-A2601 and 
HLA-A2402 which are MHC class I antigens expressed in said KE-4 {Cancer Res,, 55:4248-4253, 1995). 
[0018] Fibroblast cell line VA-13 cells were then co-transfected with a recombinant plasmid of cDNA library pre- 
pared from KE-4 and a recombinant plasmid corrtaining HLA-A2601 cDNA. The transfectants were then treated witii 
45 KE-4CTL and screened for the activation of KE-4CTL by measuring the amount of IFN-y produced. After carrying out 
the screening repeatedly, the inventors have succeeded in cloning a gene encoding a novel tumor antigen protein. The 
nucleotide sequence of the cloned gene is shown in SEQ ID NO: 1. 

[0019] The present inventors then inserted the gene encoding a novel tumor antigen protein into a plasmid vector 
for expressing a fusion protein with GST, transformed E. cofi cells with the resultant vector, and prepared a fusion pro- 

50 tein between GST and the novel tunror arrtigen protein of the present invention. Various cell lines and tissues were ana- 
lyzed by Western blot analysis using antibodies obtained by immunizing a rabbit witii the above fusion protein. As a 
result, expression of the novel tumor antigen protein of the present invention having a molecular weight of about 43 kilo 
Dalton (kD) was observed in 100% of head and neck squamous cell cancers, 60% of esophageal squamous cell can- 
cers, 50% of lung squamous cell cancers, and 50% of lung adenocarcinomas examined, although no expression was 

55 obsen^ed in any of all normal tissues except for testis and fetal liver, melanomas, and leukemia. It was also demon- 
sti-ated that cancer cells which were positive in the Western blot analysis (cancer cells expressing the tumor antigen 
protein of the present invention) are indeed recognized and damaged by tumor specific CTLs. 
[0020] As described above, since the tumor antigen protein of the present invention is expressed specifically and 
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with high frequency in various squamous cell cancers and adenocarcinomas, it should be useful as a pharmaceutical 
for activating the antitumor immunity of pati nts suffering from such cancers. Further, antibodies against the tumor anti- 
gen protein of the present invention should be effectively used in diagnosis of cancer patients and selection of subject 
patients. 

5 [0021 ] The nucleotide sequence of DNA encoding about 43 kDa tumor antigen protein of the present invention cor- 
responds to the nucleotide sequence beginning at position 1517 of DNA encoding the tumor antigen protein. SART-1 , 
which is described in the International Publication WO 97/46676 (shown as SEQ ID NO: 2 in WO 97/46676). However, 
the tumor antigen protein of the present invention is believed to be expressed in vivo (in tumor tissues or tumor cells) 
independently of SART-1 , because it was detected in various tumor tissues and tumor cells as a protein having a nx)lec- 

10 ular weight of atx)ut 43 kDa in the above-mentioned Western blot analysis and, further, it shows an expression pattern 
inconsistent with that of SART-1 presumably having a molecular weight of about 125 kD. 
[0022] The present invention was established on the tiasis of these findings. 
[0023] Thus, the present invention relates to a DNA (a) or (b) below: 

15 (a) a DNA consisting of the base sequence shown in SEQ ID NO: 1 ; or 

(b) a DNA that hybridizes under stringent conditions to a DNA consisting of the base sequence shown in SEQ ID 
NO: 1 and that encodes a protein having activity as a Xumor antigen. 

[0024] The present invention also relates to expression plasmids containing said DNA, tumor antigen proteins 
20 obtainable through expression of said DNA. antibodies that recognize said tumor antigen proteins, and use thereof. 

BRIEF DESCRIPTION OF DRAWING 

[0025] 

25 

Fig. 1 is a graph showing the results of measurements wherein VA-13 cells were doubly transfected with a gene 
encoding the novel tumor antigen protein of the present invention and cDNA for HLA-A2601 , and cultured together 
with CTL (KE-4CTL) recognizing HLA-A2601-, HLA-A2402-restricted tumor antigen peptides, and the amount of 
IFN-Y (■) produced in the medium by KE4-CTL in response thereto was measured. The symbol shows the 

30 results obtained by corxjucting a similar measurements using cDNA encoding an HLA of different type (HI-A-A0201 
cDNA) in the double transfection for comparison. The vertical axis indicates the amount of IFN-y, and the horizontal 
axis indicates the amount of the transfected gene encoding the novel tunior antigen protein. 
Fig. 2 shows the results of electrophoresis in Western blotting conducted using an antiserum against a fusion pro- 
tein (about 70 kD) between the novel tumor antigen protein (atK>ut 43 kD) of the present invention and GST (about 

35 27 kD). In Fig. 2A, "Factor Xa (-)" indicates that the fusion protein between the tumor antigen protein of the present 
invention and GST was not treated with Factor Xa, while "Factor Xa (+)" indicates that the fusion protein was 
cleaved by treating with Factor Xa. In Fig. 2B, PBMC indicates healthy human peripheral blood monocyte: KE-4 and 
TE-9 indicate esophageal cancer cell lines; E95-24. E96-18, E96-34, E96-26 and E96-30 Indicate esophageal can- 
cer tissues; and KL79, KL80. KL81 , KL82. KL63 and KL84 indicate lung cancer tissues. 

40 

BEST MODE FOR CARRYING OUT THE INVENTION 

[0026] In this specification, the term "DNA of the present invention" refers to a DNA that encodes a novel tumor anti- 
gen protein and that consisting of the base sequence shown in SEQ ID NO: 1 . or a DNA that hybridizes under stringent 

45 conditions to DNA consisting of the base sequence shown in the SEQ ID NO: 1 and that encodes a protein having activ- 
ity as a tumor antigen. Furthernnore, in this specification, the terms "gene" and "DNA" are used interchangeably when 
describing a DNA encoding a desired protein having the tumor antigen activity of the present invention. 
[0027] A "DNA consisting of the base sequence shown in SEQ ID NO: 1" can be cloned according to the method 
described hereinafter in Examples. Alternatively, it can be cloned by screening a cDNA library derived from, for exam- 

50 pie, an esophageal cancer cell lines KE-4 (PERM BP-5955) using all or part of the base sequence shown In SEQ ID 
NO: 1 as a hyt>ridization probe or PCR primer. Those skilled in the art can easily carry out such cloning by reference to 
a standard textbook such as "Molecular Cloning: A Laboratory Manual". 2nd Ed., vols. 1-3. Cold Spring Hartx)r Labo- 
ratory Press. 1989. 

[0028] Furthermore, the base sequence shown in SEQ ID NO: 1 corresponds to the sequence at and after position 
55 1517 of DNA encoding the tumor antigen protein, SART-1, which is described in the International Publication WO 
97/46676 of the PCT application by the present applicant (shown as SEQ ID NO: 2 in WO 97/46676). E. coli JM 1 09{K3) 
containing a DNA encoding said SART-1 has been deposited at The National Institute of Bioscience and Human Tech- 
nology at 1-1-3 Higashi, Tsukuba, Ibaraki. Japan (Deposition No. PERM BP-5951, deposition date: May 22, 1997). 
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Accordingly, one can obtain a DNA consisting of the base sequence shown in SEQ ID NO: 1 by means of the plasmid 
included in the deposited microorganism. 

[0029] As used herein, a "DNA that hybridizes under stringent conditions to a DNA consisting of the base sequence 
shown in SEQ ID NO: 1" refers to a DNA which has a base sequence similar to that of a DNA consisting of the base 
5 sequence shown in SEQ ID NO: 1 and hybridizes thereto under stringent conditions. Examples include a DNA that con- 
tains substitution, deletion, and/or addition of one or more bases in a DNA consisting of the base sequence shown In 
SEQ ID NO: 1. 

[0030] Hie said DNA can be obtained by screening various cDNA libraries with a part of DNA consisting of the base 
sequence shown in SEQ ID NO: 1 as a probe or a primer, according to a method described in. for example, "Molecular 
10 Cloning: A Laboratory Manual", 2nd Ed., vols. 1-3. Cold Spring Harbor Laboratory, 1989. Alternatively, a DNA, as 
described above, that contains substitution, deletion, and/or addition of one or more bases in a DNA consisting of the 
base sequence shown in SEQ ID NO: 1 may also be prepared by site<1irected mutagenesis or PGR method described 
in the above-mentioned "Molecular Cloning". 

[0031 ] In this context, the term "stringerrt conditions" refers to. for example, such conditions that hybridization is 
15 conducted at 42*'C in a solution containing 6x SSC (20x SSC means 333 mM sodium citrate and 333 mM NaCI), 0.5% 
SDS, and 50% formamide. followed by washing in a solution of O.lx SSC and 0.5% SDS at 68°C. or those conditions 
described in Nakayama et al., "Bio-Jikken-lllustrated". vol. 2. "Idenshl-Kaiseki-no-Kiso (Basis for Gene Analysis]", pp. 
148-151, Shujunsha. 1995. 

[0032] As used herein, the phrase "having activity as a tumor antigen" means that the protein hias a specific char- 
20 acteristic of being intracellularly degraded to generate a tumor antigen peptide that is bound to MHO dass I antigen 
(HLA antigen) and recognized by CTL. Accordingly. "DNA encoding a protein having activity as a tumor antigen" refers 
to a DNA that, when expressed, can provide a tumor antigen peptide as a result of intracellular degradation, which pep- 
tide is bound to MHC class I antigen (HLA antigen) and recognized by CTL. TTius, when such a DNA is expressed, tiie 
resultant protein is degradated intracellularly to give a partial peptide capable of binding to MHC class I antigen. The 
25 resultant partial peptide fragment forms a complex with MHC class I antigen and presented on the cell surface, which 
complex will then be bound by a specific CTL. resulting in the cytotoxic effects and tiie induction of cytokines. A DNA 
encoding a protein that generates such a peptide fragment is the "DNA encoding a protein having activity as a tumor 
antigen" of tiie present invention. 

[0033] It can be determined whether a candidate DNA may be a "DNA encoding a protein having activity as a tumor 

30 antigen", for example, by the following method. 

[0034] Firstly, an expression plasmid containing a candidate DNA and anotiier expression plasmid containing DNA 
encoding MHC class I antigen are doubly transfected into cells not expressing tumor antigen proteins such as COS-7 
(ATCC CRL 1651) derived from African green monkey kidney, or fibroblast VA-13 (RIKEN CELL BANK, The Institute of 
Physical and Chemical Research). The transfection may be achieved, for example, by Lipofectin method using Lipo- 

35 fectamine reagent (GIBGO BRL). Subsequently, a tumor-responsive CTL tiiat is restricted to tiie particular MHC dass 
I antigen used is added to the transfectants for reaction, and the amount of various cytokines (for example. IFN^ pro- 
duced by said CTL in response is measured by, for example, ELISA to determine whether the candidate DNA is the one 
which encodes a protein having activity as a tumor antigen. An expression plasmkj that contains DNA encoding a par- 
ticular MHC class I antigen may be prepared, for example, according to a known method (Nakao etat., Cancer Res., 

40 55:4248-4252 (1995)). 

[0035] By using the DNA of the present invention, a tumor antigen protein can be produced in targe quantities 
according to the recombinant DNA technique. The production of tumor arrtigen protein through expression of DNA of 
the present invention can be carried out according to the descriptions in many publications and literatures such as 
"Molecular Cloning" mentioned above. An expression plasmid which replicates and is expressed in host cells can be 

45 constructed by inserting a DNA to be expressed into an appropriate vector (e.g., pSV-SPORTI), optionally after ligating 
a regulatory gene(s) such as a promoter which controls transcription (e.g.. trp. lac, T7, or SV40 early promoter) 
upstream to the DNA. The expression plasmid is tiien introduced Into appropriate host cells to obtain transfbrmartts. 
Examples of host cell include prokaryotes such as Escherichia coli, unicellular eukaryotes such as yeast, and cells 
derived from multicellular eukaryotes such as insects or animals. Transformation of host cells with an expression plas- 

50 mid can be carried out by a known method such as the caldum phosphate metiiod. DEAE-dextran metiiod, or the elec- 
tric pulse method. The resultant transformants, when cultured by a usual method in a medium suitable for the 
transformants, produce tiie desired protein. The tumor antigen protein thus obtained can be isolated and purified 
according to standard biochemical procedures. 

[0036] Furthermore, a DNA encoding the tumor antigen protein of the present Invention can be inserted into a plas- 
55 mid vector for expression of a fusion protein with, for example, GST (glutathione S-transf erase) {e.g. , pGEX-5X-3, Phar- 
macia Biotech), and the resulting expression vector may also be used. For example, when a host such as E. cofi strain 
DH5a is transformed with such an expression vector, the resultant ta-ansfbrmants can produce a fusion protein between 
the tumor antigen protein of the present invention and GST. The fusion protein can easily be purified by, for example. 
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Glutathione Sepharose. Although the purified fusion protein may have the above-mentioned activity as a tumor antigen, 
it is desired to obtain a non-fused tumor antigen protein by separating the GST moiety with an enzyme Factor X or th 
like. 

[0037] The expression product is a protein coded by a DNA of the present invention and is produced as a result of 
5 its expression. Accordingly, the protein has the characteristic, as a tumor antigen protein, of being intracellularly 

degraded to generate a tumor antigen peptide that is bound to MHC class I antigen and recognized by CTL. 

[0038] The present Invention also provides expression plasmids containing a DNA consisting of the base sequence 

shown in SEQ ID NO: 1 or DNA that hybridizes under stringent conditions to a DNA consisting of the base sequence 

shown in SEQ ID NO: 1 and encodes a protein having activity as a tumor antigen. 
10 [0039] In addition, the present invention provides transformants that have been transformed by said expression 

plasmid. 

[0040] Furthermore, the present invention provides proteins having activity as a tumor antigen that may be pro- 
duced by expression of the above DNA of the present invention. 

[0041 ] One specific example of such protein is a protein that is obtainable through expression of DNA consisting of 
IS the base sequence shown in SEQ ID NO: 1 . In SDS-PAGE under reducing conditions, this protein shows a band at a 
molecular weight of about 43 kD. 

[0042] In one emtxxjiment. a tumor antigen protein of the present invention comprises the amino acid sequence 
shown in SEQ ID NO: 2. The amino acid sequence shown in SEQ ID NO: 2 is encoded by a segment of the base 
sequence shown in SEQ ID NO: 1 from position 590 to position 922. and contains at least its HLA-A26- and HLA-A24- 

20 restricted tumor antigen peptide portions. 

[0043] As described above, the base sequence shown in SEQ ID NO: 1 corresponds to the sequence at and after 
position 1517 of DNA encoding the tumor antigen protein, SART-1. which is disclosed by the present inventors and 
described in the International Publication WO 97/46676 (shown as SEQ ID NO: 2 in the International Publication WO 
97/46676). Likewise, the amino acid sequence shown in SEQ ID NO: 2 con-esponds to the sequence at and after posi- 

25 tion 690 of the amino acid sequence of said SART-1 (shown as SEQ ID NO: 1 in the International Publication WO 
97/46676), and it has been demonstrated by the present inventors that various tumor antigen peptide portions reside in 
this partial sequence at and after position 690 (see the International Publication WO 97/46676). 
[0044] The aforementioned tumor antigen proteins and genes (DNAs) therefor of the present invention are useful 
in vivo and in vitro for various purposes including treatment, prophylaxis, and diagnosis of tumors, as described t>elow 

30 in detail. In particular, DNAs of the present invention and their expression products, that is, tumor antigen proteins can 
be widely used as anti-tumor drugs or diagnostic agents for frequently occurring cancers such as squamous cell carci- 
nomas. In this connection, squamous cell carcinoma is one of the most, frequently occurring human cancers, and par- 
ticularly, it is known that squamous cell carcinoma in esophageal or lung cancer is relatively resistant to current 
chemotherapy or radiotherapy. 

35 [0045] Thus, the present invention provides pharmaceuticals that comprise as an active ingredient the DNA or 
tumor antigen protein of the present invention. 

[0046] Pfiarmaceuticals that comprise as an active ingredient the tumor antigen protein of the present invention 
may be administered together with adjuvants so as to effectively establish the cellular immunity, or in particulate dosage 
form. When the tumor antigen protein is administered to a living body, tumor antigen peptides are presented at high 

40 density on MHC class I antigens of antigen-presenting cells, which leads to the efficient proliferation of tumor-specific 
CTLs and the accomplishment of treatment or prevention of tumor. For such a purpose, adjuvants described in the lit- 
erature {Clin. Microbiol. Rev., 7:277-289. 1994) are applical)le. In addition, dosage forms which allow foreign antigen 
peptides to be efficiently presented on MHC class I antigen, such as liposomal preparations, particulate preparations in 
which the tumor antigen protein or the peptides are bound to beads having a diameter of several ^m. or preparations 

45 in which the protein or peptides are attached to lipids, are also contemplated. Administration may be achieved, for 
example, intradermally. hypodermically. or by intravenous injection, n is also contemplated a method wherein antigen 
presenting cells such as dendritic cell or macrophage presenting the tumor antigen peptides, or cells into which DNA 
encoding the tumor antigen protein has been introduced are administered. Although the amount of the tumor antigen 
protein of the present invention in the formulation for administration may be adjusted as appropriate depending on. for 

50 example, the disease to be treated, the age and the body weight of a particular patient, it wouki usually be from 0.0001 
mg to 1 000 mg. preferably from 0.001 mg to 1 000 mg and is preferably administered at every several days to every sev- 
eral months. 

[0047] Tumors can be treated or prevented by administering pharmaceuticals that contain, as an active ingredient, 
DNA encoding the tumor antigen protein of the present invention to patients suffering from a tumor(s). When DNA of 
55 the present invention is ^ministered, the tumor antigen proteins are expressed in the cells to great extent, and the 
resultant tumor antigen peptides bind to MHC class I antigen, and presented on the cell surface at high density. This 
will cause efficient proliferation of tumor-specific CTLs in the body, thereby accomplishing the treatment or prevention 
of the tumor. Th methods of administering, and introducing DNA into cells for such purposes are known in the art. 
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Examples of a method include one which enrploys viral vectors and those described in literatures {Nikkei-Science, 
April, 1994, pp. 20-45; Gekkan-Yakuji, 36(1), 23-48 (1994); Jikken-fgaku-Zokan, 12(15), 1994, and references cited 
therein), and any of such methods may be applied to the present invention. 

[0048] Examples of methods which use viral vectors include those wherein the DNA of the present invention is 
5 incorporated into DNA or RNA virus such as retrovirus, adenovirus, adeno-associated virus, herpesvirus, vaccinia 
virus, poxvirus, poliovirus, or Sincbis virus, and then introduced into cells. Among them, the methods using . retrovirus, 
adenovirus, adeno-associated virus, or vaccinia virus are particularly preferred. 

[0049] Further, there is another method wherein expression plasmids are directly injected intramuscularly (DNA 
vaccination), the liposome method. Lipofectin method, microinjection, the calcium phosphate method, and electropora- 

10 tion. Annong them, DNA vaccination and the liposome method are particularly prefen-ed. 

[0050] In order to make DNA of the present invention act as pharmaceutical in practice, one can use either of two 
methods: in vivo method in which DNA is directly introduced into the body, or ex vivo method in which certain kinds of 
cells are removed from human, and after introducing DNA into said cells outside of the body, reintroduced into the body 
{Nikkei-Science, April, 1994, pp. 20-45; Gekkan-Yakuji. 36(1), 23-48 (1994); Jikkenn-lgaku-Zokan. 12(15). 1994; and 

IS references cited therein), in vivo method is rather preferred, although DNA of the present invention may be adminis- 
tered by either method. 

[0051] In the case of in vivo methods, DNA may be administered via any appropriate route depending on the dis- 
eases and syrtptoms to be treated, and other factors. For example, it may be administered via intravenous, intraarterial, 
sutxxjtaneous, intracutaneous, or intramuscular routes. In the case of in vivo methods, such pharmaceuticals may be 
20 administered in various dosage forms such as solution, and they are typically formulated into injections containing DNA 
of the present invention as an active ingredient, which may also include, as needed, conventional carriers. When DNA 
of the present invention is included in liposomes or membrane-fused liposomes (such as Sendai virus (HVJ)-tipo- 
somes). such medicines may be in the form of suspension, frozen drug, centrifugally-concentrated frozen drug or the 
like. 

25 [0052] Although the amount of DNA of the present invention in such formulations varies depending on, for example, 
the disease to be treated, the age and body weight of a particular patient, it is usually preferred to administer 0.0001- 
100 mg. more preferably 0.001 -10 mg, of DNA of the present invention at every se^^eral days to every several months. 
[0053] Besides the above pharmaceuticals, DNAs and proteins of the present invention as described above are 
also useful as reagents for research in the art. Furthermore, the above-described proteins of the present invention may 

30 be used as an active ingredient of diagnostic agents for tumors. Specifically, a tumor antigen protein of the present 
invention may be labeled, as needed. arKi used for detecting the presence of antibodies (antibodies against the tumor 
antigen protein) in a sample (such as blood, tumor tissue) obtained from a patient suspected to have a tumor, in order 
to diagnose the presence or absence of tumors. In addition, proteins of the present invention are also useful as an 
immunogen for producing antibodies of the present invention described below. 

35 [0054] As used herein, the term "antibodies" refers to antibodies which are directed against a tumor antigen protein 
of tiie present invention or partial protein conprising part thereof Such antibodies are easily prepared, for example, 
according to the method described in "Antibodies: A Laboratory Manual". Lane, H. D. et al. eds.. Cold Spring Hsirbor 
Laboratory Press, New YorK 1989. Specifically, antibodies of the present invention may easily be prepared using a 
tumor antigen protein of the present invention or partial protein comprising part thereof as an immunogen by immuniz- 

40 ing an animal in a conventional manner. Examples of such immunogen are a tumor antigen proteins of the present 
invention, a partial protein comprising part of a tumor antigen protein of tiie present invention (including a peptide frag- 
ment), a fusion protein between a tumor antigen protein of the present invention or partial protein comprising part 
thereof arxl GST (glutathione S-transferase), and a fusion protein between a tumor antigen protein of the present inven- 
tion or partial protein comprising part tiiereof and Myc tag. In this context, the lengtii of partial protein will be typically 

45 at least 8 amino acids in light of the minimum length that can constitute an epitope. 

[0055] In addition, monoclonal antitxxlies specific for a tumor antigen protein of the present invention can be pre- 
pared according to a known method. The hybridoma technique originally described by Kohler and Milstein, Eur. J. 
Immunol. 6, 51 1 (1976) has been applied to the production of monoclonal antibodies against many specific antigens, 
and may be practiced by tiiose skilled in the art according to the procedures described in literatures such as "Bunshi- 

50 Seibutu-Gaku-Kennkyu-No-Tame-No-Tanpakushitu-Jikkenn-Ho"(Chapter 4, Yodosha, 1994) 

[0056] The method and schedule for immunization of a host animal or for cultivation of antibody-producing cells 
obtained from the host animal are in accordance with conventional established antigen-stimulation and production tech- 
niques. 

[0057] Antibodies obtained may be purified by known techniques including immunoaffinity chromatography, HPLC 
55 (high performance liquid chromatography) and tiie like. 

[0058] Based on antibodies thus obtained, it is also possible to prepare various antibody fragments. Such antibody 
fragments include, for example, F(ab*)2 fragment which can be generated by pepsin digestion of an antibody. Fab* frag- 
ment which can b generated by reducing the disulfide bond in F(ab')2 fragment, and 2Fab or Fab fragment which can 
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be generated by treating an antibody with papain and a reducing agent, and such fragments are also within the scope 
of the present invention. 

[0059] Furthermore, based on such antibodies or antibody fragments, it is also possible to prepare various deriva- 
tives. "Derivatives" as used herein include, for exanrple, chimera antibodies and humanized antibodies, and such anti- 

5 bodies may be prepared, for example, according to the method described in the Japanese Patent Publication (Kokai) 
61-47500 (1986) or Nature 321, 522 (1986). In addition, the above antitxxJies or antibody fragments labeled with, for 
example, an enzyme are also included within the scope of said derivatives. Specific examples of the enzyme labeling 
method include the glutaraldehyde method, the periodate method, the maleimide method, and the pyridyl-disulfide 
method. Examples of enzyme used as a label include bovine small intestine alkaline phosphatase and horseradish per- 

10 oxidase. These labeled antibodies may easily be prepared by those skilled in the art according to a standard reference 
such as "Koso-Menneki-Sokutei-Ho" (Igaku-Shoin, 1978). Furthermore, radioisotopes may also be used as a label. 
[0060] Antibodies, antibody fragments, or derivatives thereof as described above (hereinafter collectively referred 
to as "antibodies and the like") may be used as a diagnostic agent for tumors as described below. 
[0061 ] As demonstrated below in Example 4, Western blot analysis on various cell tines and tissues using antibod- 

15 ies of the present invention revealed that expression of the novel tumor antigen protein of the present invention was 
observed in 100% of head and neck squamous cell cancers, 60% of esophageal squamous cell cancers. 50% of lung 
squamous cell cancers, and 50% of lung adenocarcinomas examined, although no expression was observed in any of 
all normal tissues except for testis and fetal liver, melanomas, and leukemia. Furthermore, it was also demonstrated 
that cancer cells positive in the above Western blot analysis (cancer cells expressing the tumor antigen protein of the 

20 present invention) are indeed recognized and damaged by tumor specific CTLs. 

[0062] Thus, the tumor antigen protein of the present invention proved to be expressed specifically and with high 
frequency in various squamous cell carcinomas and adenocarcinomas, whereas no expression was detected in normal 
tissues except for testis and fetal liver, melanomas, or leukemias. Accordingly, it is believed that antibodies and the like 
against tumor antigen proteins of the present invention can be widely used in the diagnosis of patients with such can- 

25 cers. Furthermore, by detecting tumor antigen proteins of the present invention with these antibodies and the like, it 
becomes possible to diagnose the development, recurrence and metastasis of tumors early, and to select efficiently 
tumor patients to whom pharmaceuticals containing tumor antigen proteins or peptides, or DNAs encoding the same of 
the present invention can be adapted. Consequently, they are expected to be very useful for treatment and prophylaxis 
of tumors. 

30 [0063] The present invention thus provides antibodies against tumor antigen proteins of the present invention or 
against partial protein comprising part thereof, antit>ody fragments, or derivatives thereof. 

[0064] The present invention also provides compositions for treatment or diagnosis of tumors that comprises as an 
active ingredient any one of such antibodies, antibody fragments, or derivatives. 

[0065] The present invention further provides a method for diagnosis of tumors using antibodies or antibody frag- 

35 ments of the present invention or derivatives thereof. 

[0066] Antibodies and the like of the present invention may be used as an active ingredient of diagnostic agents for 
tumors in an appropriate txjffer such as phosphate buffer (pH 7.0) containing bovine serum albumin. Examples of 
immunological diagnosis using a diagnostic agent of the present invention include those wherein the tunrx)r antigen pro- 
tein is detected from tumor tissue samples or those wherein the presence of the tumor antigen protein in blood or a tis- 

40 sue is detected. More specific examples include an immunohistochemical method, immunoblotting, radioimmunoassay 
(RIA), enzyme-linked immunosorbent assay (ELISA), and a fluorescent or luminescent assay, as well as Western blot 
analysis described below in Example 4. The details of these assays are given in a standard reference such as "Kbso- 
Menneki-Sokutei-Ho" (Igaku-Shoin, 1978). 

[0067] Depending on the assay, diagnostic agents of the present invention can be used in the form of a kit which 
45 comprises enzyme-labeled antibodies, a coloring agent, a coloring aid, a stopping agent, a standard, and the like. 
[0068] Treatment with antibodies and the like of the present invention can be conducted by a method wherein mon- 
oclonal anttkx)dy specific for tumor antigen protein of the present invention can be administered to a cancer patient as 
it is or as a conjugate with an anti-tumor agent or a toxin to kilt the tumor ceils expressing said tumor antigen protein. 
[0069] Furthermore, antibodies and the tike of the present invention is also usable in the affinity chromatography or 
50 the screening of cDNA library 

[0070] The following examples are provided to further illustrate the present invention and are not to be construed 
as limiting the scope thereof. 

Reference Example 1 Establishment of Cytotoxic T Lymphocyte (CTL) Cell Line against Esophageal Cancer Cell Line 

55 

[0071 ] According to the disclosure of Nakao et al. , Cancer Res., 55:4248-4252 (1 995), CTL against an esophageal 
cancer cell line. KE-4, belonging to squamous cell carcinomas when classified on the basis of the tissue type was 
established from peripheral t^lood monocytes of a patient, named KE-4CTL, and used in experiments. The esophageal 
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cancer cell line KE-4 and KE-4CTL have been deposited at The National Institute of Bioscience and Human Technology 
(1-1-3 Higashi, Tsukuba, Ibaraki. Japan) under International Deposition Nos. PERM BP-5955 and PERM BP-5954. 
respectively, both on May 23. 1997. Furthermore, typing of HLA class t molecules of KE-4 was conducted according to 
the above-noted disclosure of Nakao et aL, and it was confirmed that they are HLA-A2402, -A2601 , B54, -B60. -Cw1 , 
5 and -Cw3. 

Reference Example 2 Preparation of HLA-A2601 cDNA 

[0072] Using KE-4 described above, a recombinant plasmid was prepared by incorporating cDNA for HI-A-A2601 
10 into an expression vector pCR3 (INVITROGEN) according to the disclosure of Nakao et al., Cancer Res, 55:4248-4252 
(1995). 

Reference Example 3 Preparation of cDNA Library derived from KE-4 

15 [0073] Poly (A)+ mRNA was prepared from KE-4 by isolation of total RNA fraction and purification on oligo (dT) col- 
umn using mRNA Purification system (manufactured by Pharmacia Biotech) according to the manufacturer's protocol. 
cDNAs having NotI adapter av6 Sea I adapter linked to each terminus were prepared from mRNAs using Superscript^ 
Plasmid System (Gibco BRL) according to the manufacturer's protocol, which was then ligated to an expression vector, 
plasmid pSV-SPORTI (Gibco BRL). which had been digested with restriction enzymes NotI and Sail to yield recom- 

20 binant plasmids. The reconrt)inant plasmids were introduced into E. coli. ElectroMAX DH1 08/1^3™ cells (Gibco BRL) 
using electric pulses in Gene Pulser (Bio-Rad) under conditions of 25 and 2.5 kV. Transformants into which the 
recombinant plasmids had been introduced were selected in LB medium (1% bacto-trypton, 0.5% yeast extract. 0.5% 
NaCI, pH7.3) containing anrpicillin (50 jig/ml). 

25 Reference Example 4 Quantitative Determination of Interferon-y 

[0074] Quantitative Determination of interferon-y (IFN-y) was conducted by enzyme immunoassay (ELISA). An anti- 
human IFN-Y mouse monoclonal antibody was adsorbed on wells of 96-we[l microplate as a solid-phased antibody, and 
after blacking non-specific bindings with bovine serum albumin, allowed to bind with IFN-y in samples. Anti-human IFN- 
30 y rabbit polyclonal antibody as a detection antibody was then al lowed to bind, and after binding with an anti-ratsbit immu- 
noglobulin goat antibody labeled with alkaline phosphatase, reacted with para-nitrophenyl phosphate as a chromogenic 
substrate. After quenching the reaction by adding an equal volume of 1 N NaOH, absofbance at 405 nm was measured. 
The absorbance was compared with that obtained with standard IFN-y to determine the amount of IFN^ in the super- 
natant. 

35 

Example 1 Screening of Gene for Novel Tumor Antigen Protein 

[0075] The recombinant plasmid DNAs were recovered from pools of about 100 transformants described in Refer- 
ence Example 3 as follows. A hundred transformants were introduced and cultured in each well of 96-well U-bottomed 

40 microplate containing LB medium plus ampicillin (50 fig/ml). Part of the culture was then transferred to another 96-well 
U-bottomed microplate containing 0.25 ml per well of TYGPN medium (FM. Ausubel etal.. Current Protocols in Molec- 
ular Biology, John Wiley & Sons, Inc.). and cultured for 48 hours at 37**C. The remaining cultures in LB medium on the 
microplate were stored in frozen. Preparation of recombinant plasmid DNAs from transformants cultured in TYGPN 
medium was achieved in the microplate by alkaline lysis (FM. Ausubel et al.. Current Protocols in Molecular Biology, 

45 John Wiley & Sons. Inc.). The recombinant plasmid DNAs recovered by isopropanot precipitation were suspended in 
50 jil of 10 mM Tris, 1 mM EDTA. pH 7.4. containing 20 ng/ml RNase. 

[0076] Fibroblast cell line. VA-13 cells (RIKEN CELL BANK, The Institute of Physical and Chemical Research; Ann. 
Med. Exp. Biol. Fenn., 44:242-254, 1966) were dout>ly transfected with the recombinant plasmid for KE-4 cDNA and 
the recombinant plasmid for HLA-A2601 cDNA using Lipofectin metiiod as follows. Seven tiiousands VA-13 cells were 

so placed in each well of 96-well flat-bottomed microplate, and incubated for 2 days in 100 ^1 of RPM1 1640 medium con- 
taining 10% PCS. Using Lipofectin reagent (Gibco BRL), 30^1 of 70 fjU mixture consisting of 25 mJ of the recombinant 
plasmid for KE-4 cDNA corresponding to about 100 transformants, 10 jil (200 ng) of the recombinant plasmid for HLA- 
A2601 cDNA described in Reference Example 2. and 35 ftl of about 35-fold diluted Lipofectin reagent was added to VA- 
1 3 cells to be doubly transfected. Transfectants were prepared in duplicate. After 5 hours, 200 ^1 of culture medium con- 

55 taining 1 0% PCS was added to the transfectants, and further incubated for 72 hours at 37°C. After removing the culture 
medium, 10,000 KE-4CTL cells were added to each well, and cultured for 24 hours at 37°C in 100 jil of culture medium 
containing 10% PCS and 25 U/ml IL-2. Tlie culture medium was recovered, and measured for IFN-y by ELISA. 
[0077] Regarding four groups in which high production of IFN-y was observed, corresponding frozen-stored pools 
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of about 100 transformants containing recombinant plasmids for KE-4 cDNA were used in the following screening. The 
pools of the transformants were plated on LB agar medium containing ampiclltin (50 ^g/ml) to obtain colonies. Two hun- 
dreds colonies for each group (total 800 colonies) were cultured as described above so that a single kind of transform- 
ant is included in each well, thereby recombinant plasmid DMAs for KE-4 cDNA were prepared. Then, VA-13 cells were 

5 doubly transfected with the recombinant plasmid for KE-4 cDNA and the recombinant plasmid for HLA-A2601 cDNA fol- 
lowed by cocultivation with KE-4CTL, and IFN-f produced due to KE-4CTL reaction was quantitatively determined as 
described above in order to select positive plasmids. In this manner, a KE-4 cDNA recombinant plasmid clone was 
selected. Furthermore, simitar procedures were repeated with said plasmid clone to determine the amount of I FN-y pro- 
duced by KE-4CTL according to the method of Reference Example 4. The results are shown in Fig. 1 . A similar exper- 

10 iment was conducted using HLA of a different type (I-ILA-A0201) for comparison. In the Figure. ■ and □ indicate the 
results obtained by HLA-A2601 cDNA and HLA-A0201 cDNA, respectively. The horizontal axis indicates the amount of 
the above plasmid clone (ng/well)» and the vertical axis indicates the amount of IFN-Y(pg/ml) produced by KE4-CTL It 
was demonstrated by Fig. 1 that the transfection of VA-13 cells with this plasmid done induces production of IFN-yfrom 
KE-4CTU that is, the plasmid clone represents a gene encoding a tumor antigen protein. 

15 

Example 2 Determination of Base SequerK;e of Novel Tumor Antigen Protein Gene 

[0078] Transformants containing the recombinant plasmid selected in Example 1 into which cDNA for the tumor 
antigen protein gene had been incorporated were cultured for14 to 16 hours at 37°C in 500 ml of LB medium containing 
20 ampicillin (50 |xg/ml). and the bacterial cells were harvested by centrifugation. The recombinant plasmid was recovered 
from the cells using PLASMID MAXI kit (QIAGEN). The cDNA has been incorporated into a site located between SP6 
RNA polymerase promoter sequence and T7 RNA polymerase promoter sequence. The SP6 promoter primer and T7 
promoter primer described in the literature (DA/A 4:165, 1985) were then synthesized. The dideoxy sequencing reaction 
was conducted using SP6 promoter primer or T7 promoter primer in con*ination with Fluore-dATP Labeling Mix (Phar- 
os macia Biotech) and AutoRead Sequencing Kit (Pharmacia Biotech), and the base sequence of the cDNA was deter- 
mined from the both termini using a fluorescence DNA sequencer (Pharnnacia Biotech). The base sequence thus 
determined (101 1 bp) is shown in SEQ ID NO: 1. The base sequence shown in SEQ ID NO: 1 corresponds to the 
sequence at and after position 1 51 7 of DNA encoding the tumor antigen protein. SART-1 , described in the International 
Publication WO 97/46676 (shown as SEQ ID NO: 2 in WO 97/46676). 

30 

Example 3 Production of Antibody against Novel Tumor Antigen Protein 

[0079] A recombinant plasmid into which cDNA for the novel tumor antigen protein gene obtained in Example 2 had 
been incorporated was amplified by PGR using two primers: 

35 

sf-1 : 5'-TGGGAATTCGATGAGGATCCCGAGC-3' 
sr-1: 5'-TACGGGCGGCCGCTGTCACTTGGT-3'. 

[0080] This amplified fragment has a partial sequence corresponding to positions 1 46 to 930 of the base sequence 
40 shown in SEQ ID NO: 1 . 

[0081] The amplified fragment was cleaved with restriction enzymes EcoRI and NotI, and ligated into EcoRI and 
Not! sites of a plasmid vector pGEX-5X-3 (Pharmacia Biotech), which expresses a fusion protein with glutathione S- 
transf erase, to obtain a recombinant plasmid. The recombinant plasmid was introduced into E. coli strain DH5a, and 
transformants were selected. The transformants were cultured in a large scale, and the bacterial cells were disrupted 
45 by sonication in the presence of protease inhibitors PMSF arxJ aprotinin to extract the fusion protein between the tumor 
antigen protein of the present invention and GST. The fusion protein was then isolated by affinity purification using Glu- 
tathione Sepharose 4B (Pharmacia Biotech) and gel filtration using Supen-ose 12 (Pharmacia Biotech). The isolated 
fusion protein was used as an antigen to immunize a rabbit in a conventional manner to yield antiserum. 

so Example 4 Western Blot Analysis 

[0082] Expression of the tumor antigen protein of the present invention in various cell lines and tissues was inves- 
tigated by Western blotting using the antiserum obtained in Example 3. 

[0083] Each of various cell lines and tissues was lysed by sonication in 1 0 mM Tris-HCI, pH 7.4. 1 50 mM NaCI. and 
55 0.5% Triton X-100. containing 0.03 TlU/ml aprotinin. The lysate was centrifuged for 20 minutes at 14,000 rpm and the 
supernatant was subjected to SDS-PAGE. The proteins thus separated were transfen-ed onto Hybond-PVDF mem- 
brane (Amersham) and incubated with an appropriate amount of the antiserum obtained in Example 3 for 4 hours at 
room temperature. Other details of the Western blotting procedure were in accordance with the method described in 
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Shichijo etal., Journal of Immunological Methods, 186:137 (1995). 

[0084] The results are shown in Fig. 2. Th antiserum obtained in Example 3 recognized a fusion protein of 70 kDa 
used for immunization. The antiserum also recognized the both tumor antigen protein of 43 kDa and GST of 27 kDa 
(Fig. 2 A) which were resulted from the cleavage of fusion protein with an enzyme, factor X. The investigation regarding 

5 expression of the tumor antigen protein in various cells and tissues revealed that, in cells, expression was not detected 
any of five healthy human peripheral blood monocytes (PBMC), 1 6 leukemia cell lines, and 2 melanoma cell lines stud- 
ied, but was observed in 3 out of 5 head and neck squamous cell carcinoma cell lines. 4 out of 6 esophageal squamous 
cell carcinoma cell lines, all of 3 lung squamous cell carcinoma cell lines, and 3 out of 6 lung adenocarcinoma cell lines 
examined. In normal tissues, expression was observed in all of 1 fetal liver and 3 testes studied, but it was woX detected 

10 in all of 1 newborn liver, 1 adult liver, 2 uteri, 4 esophagi, and 1 pancreas examined. In cancer tissues, expression was 
not detected in any of 10 leukemias and 10 melanomas, but it was observed in 7 out of 7 head and neck squamous cell 
carcinomas. 18 out of 30 esophageal squamous cell carcinomas, 8 out of 17 lung squamous cell carcinomas, and 16 
out of 35 lung adenocarcinomas. Some examples of the results are shown in Fig. 2 (B). As described just above, the 
novel tumor antigen protein of the present invention proved to be expressed specifically and with high frequency in var- 

75 ious squamous cell carcinomas and adenocarcinomas, and, therefore, the antibodies against the novel tumor antigen 
protein of the present invention are believed to be applicable to diagnoses of such cancer cells and cancer patients. 

Example 5 Expression of Tumor Antigen Protein in Various Cancer Cells and Measurement of Cytotoxic Activity of CTL 

20 [0085] The recombinant plasmid (K3} (PERM BP-5951) containing the base sequence described in SEQ ID NO: 2 
of WO 97/46676 was treated with EcoRI and NotI to obtain a DNA fragment, which fragment was inserted into EcoRI 
and NotI sites of a plasmid vector pGEX-4T-2 (Pharmacia Biotech) for the expression of a fusion protein with glutathione 
S-transferase (GST) to obtain a recombinant plasmid. A fusion protein with GST and an antiserum against the protein 
was prepared using the plasmid in a manner similar to that described in Example 3. The resultant antiserum recognizes 

25 the tumor antigen-protein of molecular weight of about 1 25 kDa described in WO 97/46676. Western blotting was con- 
ducted using the said antiserum against about 125 kDa protein and the antiserum against about 43 kDa protein which 
was obtained in Example 3 and directed to the tumor antigen protein of the present invention to examine expression in 
various HLA-A24-positive cancer cell lines in accordance with the procedures described in Example 4. On the other 
hand, cytotoxicity (specif k; lysis ) of KE-4CTL on various cancer cells was measured according to the method described 

30 in D. D. Kharkevitch ef a/.. Int. J. Cancer, 58:31 7 (1994). wherein 2x10^ KE-4CTLs was reacted with 10^ target cancer 
cells labeled with ^^Cr. The results are shown below in Table 1 . 



Table 1 



Cell lines 


Origin 


Expression of protein 


Specific lysis (%) 






43kD 


125kD 




KE-4 


esophageal cancer 


+ 


+ 


27 


KE-3 


esophageal cancer 




+ 


32 


TE-8 


esophageal cancer 


+ 


+ 


23 


TE-11 


esophageal cancer 


+ 


+ 


31 


PC9 


lung cancer 


+ 


+ 


39 


11-18 


lung cancer 


+ 


+ 


27 


SKG-1 


uterine cancer 


+ 


+ 


25 


TE-10 


esophageal cancer 




+ 


38 


LU65A 


lung cancer 




+ 


6 


PERF-LC-AI 


lung cancer 




+ 


3 


LK79 


lung cancer 




+ 


3 



* + ifxiicates that a coiTesponding band was visible on the Western Wots, whereas - Indi- 
55 cates that no corresponding band was observed. 

[0086] As shown in TabI 1 , expression of the 1 25 kDa protein was observed in all cancer cells examined. Among 
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these cell lines, KE-4CTL exerted cytotoxic effect on those expressing the 43 kDa protein. KE-4CTL. however, did not 
exerted the toxic effect on cancer cell lines not expressing the 43 KDa protein except for TE-10. These results indicate 
that antigen peptides derived from the 43 kDa protein have a tendency to be presented as an antigen and recognized 
by CTL more efficiently than antigen peptides derived from the 125 kDa protein. In conclusion, the antibodies against 
5 the 43 kDa protein are nuich more useful in the diagnoses of cancer patients who can be treated effectively with the 
tumor antigen proteins of the present invention, tumor antigen peptides thereof, or DNAs encoding the turrx)r antigen 
proteins. 

INDUSTRIAL APPLICABILITY 

10 

[0087] The novel tumor antigen proteins of tiie present invention, which are expressed in various squamous cell 
carcinomas or adenocarcinomas with high frequency, genes encoding the same, and antibodies against the novel 
tumor antigen proteins are useful in prophylaxis, treatment, or diagnosis of a wide range of tumors. 

75 



20 



25 



30 



35 



55 
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SEQUENCE LISTING 

<110> ITOH, Kyogo 

<120> Tumor Antigen Protein, Gene Encoding the Same and the Use Thereof 

<130> 661093 
<160> 4 

<210> 1 
<211> 1011 
<212> DNA 

<213> Homo sapiens 
<400> 1 

cgaggcggag ctggagctgc agaagcagct ggagaaggga cgccggctgc gacagttaca 60 

gcagctacag cagctgcgag acagtggcga gaaggtggtg gagattgtga agaagctgga 120 

gtctcgccag cggggctggg aggaggatga ggatcccgag cggaaggggg ccatcgtgtt 180 

caacgccacg tccgagttct gccgcacctt gggggagatc cccacctacg ggctggctgg 240 

caatcgcgag gagcaggagg agctcatgga ctttgaacgg gatgaggagc gctcagccaa 300 

cggtggctcc gaatctgacg gggaggagaa catcggctgg agcacggtga acctggacga 360 

ggagaagcag cagcaggatt tctctgcttc ctccaccacc atcctggacg aggaaccgat 420 

cgtgaatagg gggctggcag ctgccctgct cctgtgtcag aacaaagggc tgctggagac 480 

cacagtgcag aaggtggccc gggtgaaggc ccccaacaag tcgctgccct cagccgtgta 540 

ctgcatcgag gataagatgg ccatcgatga caagtacagc cggagggagg aataccgagg 600 

cttcacacag gacttcaagg agaaggacgg ctacaaaccc gacgttaaga tcgaatacgt 660 

ggatgagacg ggccggaaac tcacacccaa ggaggctttc cggcagctgt cgcaccgctt 720 
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10 



35 



40 



ccatggcaag ggctcaggca agatgaagac agagcggcgg atgaagaagc tggacgagga 780 

ggcgctcctg aagaagatga gctccagcga cacgcccctg ggcaccgtgg ccctgctcca 840 

ggagaagcag aaggctcaga agacccccta catcgtgctc agcggcagcg gcaagagcat 900 

gaacgcgaac accatcacca agtgacagcg ccctcccgta gtcggccctg cctcaacctt 960 

catattaaat aaagctccct ccttattttt aaaaaaaaaa aaaaaaaaaa a 1011 

<210> 2 
<211> 111 
<212> PRT 

<213> Homo sapiens 
<400> 2 

Glu Tyr Arg Gly Phe Thr Gin Asp Phe Lys Glu Lys Asp Gly Tyr Lys 

5 10 15 

Pro Asp Val Lys lie Glu Tyr Val Asp Glu Thr Gly Arg Lys Leu Var 

20 25 30 

Pro Lys Glu Ala Ph© Arg Gin Leu Ser His Arg Phe His Gly Lys Gly 

35 40 45 

Ser Gly Lys Met Lys Thr Glu Arg Arg Met Lys Lys Leu Asp Glu Glu 

50 55 60 

Ala Leu Leu Lys Lys Met Ser Ser Ser Asp Thr Pro Leu Gly Thr Val 
65 70 75 80 

Ala Leu Leu Gin Glu Lys Gin Lys Ala Gin Lys Thr Pro Tyr He Val 

86 90 95 

Leu Ser Gly- Ser Gly Lys Ser Met Asn Ala Asn Thr He Thr Lys 
100 105 110 



55 
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10 



IS 



25 



30 



<210> 3 
<211> 25 
<212> DM 

<213> Artificial Sequence 
<400> 3 

tgggaattcg atgaggatcc cgagc 25 

<21p> 4 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<400> 4 

tacgggcggc cgctgtcact tggt 24 



Claims 

35 

1. A DNA (a) or (b) below: 

(a) a DNA consisting of the base sequence shown in SEQ ID NO: 1 ; or 

(b) a DNA that hybridizes under stringent conditions to a DNA consisting of the base sequence shown in SEQ 
40 ID NO: 1 and that encodes a protein having activity as a tumor antigen. 

2. An expression plasmid containing a DNA of daim 1 . 

3. A transfornnant transformed with the expression plasmid of claim 2. 

45 

4. A tumor antigen protein produced through the expression of a DNA of claim 1 . 

5. A tumor antigen protein of claim 4 which shows a band of about 43 kDa in molecular weight measurement by SDS- 
PAGE under reducing conditions. 

50 

6. A tumor antigen protein of claim 4 or 5 which comprises the amino acid sequence shown in SEQ ID NO: 2. 

7. A pharmaceutical which contains a DNA of claim 1 or a protein of any one of claims 4-6 as an active ingredient. 

55 8. A diagnostic agent for tumor which contains a DNA of claim 1 or a protein of any one of claims 4-6 as an active 
ingredient 

9. An antibody against a tumor antigen protein of any one of claims 4-6 or a partial protein consisting of a part thereof. 
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an antibody fragment, or a derivative thereof. 

1 0. A diagnostic agent for tumor which contains an antibody, an antibody fragment, or a derivative thereof of daim 9 as 
an active ingredient. 

1 1 . A method of diagnosing tumors characterized in that it uses an antibody against a tumor antigen protein of any one 
of claims 4-6 or a partial protein consisting of a part thereof, an antibody fragment, or a derivative thereof. 

12. An antibody which can be produced using, as an antigen, an expression product having activity as a tumor antigen, 
or a fragment capable of recognizing a protein having activity as a tumor antigen or a derivative thereof, wherein 
the expression product is obtained by transforming a host cell witii an expression plasmid containing a DNA of 
claim 1, and culturing the resultant transfbrmant under conditions suitable for the expression of said DNA. 



16 



EP1 041 146 A1 



Fx K - 1 




(ng/well) 
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Factor Xa (-) 
Factor Xa (+) 




18 



EP 1 041 146 A1 



INTERNATIONAL SEARCH REPORT 


Intenuttoaal applicalicifi No. 




PCT/JP98/05809 



A CLASSIFICATION OF SUBJECT MATTER 



Int. CI* C12N15/12, C12N5/10, A61K31/70, G01N33/563, C07K14/82, 16/32 

Aooordii^ to Intcnutiooal Pateirt Qassification (IPC) or to both natioaal dittii5c»tion and IPC 

B. F1EU3S SEARCHED 

Minimum documcntatioa searched (dassification system followed by dasstficmlion symbols) 

Int. 01* C12N15/12, C12N5/10, A61K31/70, G01N33y563, C07K14/82, 16/32 



DcKumentatton searched other than minimum docuroenution to the extent tb&t sudi documenu are indoded in the fields seudted 



Electnmic dsta base oonsulted during the intemationaJ seardi (name of dau base and, where pradicabfep seardi terms used) 
DDBJ/6enBan}c/EHDL, WPI/L 



C DOCUMENTS CONSIDERED TO BB RELEVANT 



Category* 



Gtatioa of document, with indication, wher& appropriate, of the iclevant passives 



Relevant to claim Na 



WO, 97/46676, Al (Kyogo ItOh), 
11 December, 1997 (11. 12. 97) 
& AO, 9730479, A 

Shlchijo, S., et al*, ^A Gene Encoding Antigenic 
Peptides of Human Squamous Cell Carcinoma Recognized 
by Cytotoxic T Lymphocytes", Journal of Experimental 
Medicine, Vol. 187, No. 3 (1998), pages 277-278 



1-10, 12 



1-10, 12 



I I Further documents are listed in the oontinaation of Bcoc C See patent family annex. 



* Spedal catcgpffica of died iVwamcatt; later docnawmpuUiifaBdaacrtbeiiiiefiiaiiosalfillagiteta or pficm^ 

"A* docamcaxl defimng the geitenl mte odbemrt which is not dmte and not ta cxnflicl with the spplksBOo bot cited to nndenteod 

ootttidered to be of pa/ticubr rei«vaooe the priodple or theory oaderlylng the iovcadoa 

"E" carUerdoGBsna but pdiUslKdoa or after the inteniatomlfiUiis date "X* docnmnitofpaxlxadBriclMaaOB; the daisied iBveatkm 
*L' docwnrat whicb inay thnw iknbCi on priority clatBi(s) or wBdi b ooowleied Bav«l or cannot be ooowknd to iovolve an icctmiti^ 

dledtD cttabliitattiepaUiatioadateofaaodierdtitionoroAer when the doaunent ia takes abma 

spedal fcaaoB (as apedlkd) "Y* docomest d putknter rckvsKr: the daimcd icvcntioo caiuwt be 
'O' docnmcnt rcfcmng lo an oral dUdosare. tuc, exhibition or other ootaidmdloiirvolvsaninvr&livestcpwfaeatbedocaaaeAia 

meant oofubined with one or mom other n 

'V docomeniptrtilljAted prior to the tntennilonalfiJmg dale Intt later tbao bdaf obvioaaioapetHMiddlkdiaiheaft 

the priority date daimcd *&* docttment medbcr of (be nine patent bimly 



Date of the adusl completion of the intematiooal seardi 
10 March, 1999 (10. 03. 99) 


Date of mailing of the international seardi report 

23 March, 1999 (23. 03. 99) 


Name and maiUtig address of Ihe ISA/ 

Japanese Patent Office 

Facsimile No. 


AuttK)rized officer 
Telei^one No. 



Form PCr/ISA/210 (second sheet) (July 1992) 



19 



